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Abstract (Basic) : WO 9740215 A 

Treatment of myocardial infarction, unstable angina and myocardial 
ischemic flow disturbance using anti-IL8 antibody. The antibody which 
recognises human IL-8 may be polyclonal or monoclonal, an example being 
humanised or chimeric WS-4 antibody. 

USE - The antibody is used to treat conditions associated with 
heart -lung bypass surgery, surgery requiring interruption of heart 
function, or heart transplantation. The antibody is administered at 
5-2000 mg/patient. 
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m m ^ 

M -r S o 

IL-8ti. C-X-C '5^^•^1'>■^^7'7r ^ U-lcJg-^-SSa®-e*0 
N {i^^feifeifFtti^jij^a^- (monocyte-derlved neutrophil 
chemotactic factor) . 4^ ^?£tt^b£ S - 1 (neutrophil attra 
ctant/acti vation protein-1) . itf-^HM^it^^ (neutrophil a 
ctivating factor) ^ i I^F $ tlT l.^ IL-8(i, iff + <£• S -fk 

©sJ^Stttf-f h /7 ^ > (Koch. A. E. et al. . J. Investig. Med. ( 
1995) 43. 28-38 ; Larsen. C. G. et al. . lamunology (1989) 68 
. 31-36 ) ^PMA . LPS m<D-7>( hy> (Yoshimura. T. et al.. 
Proc. Natl. Acad. Sci, U. S. A., (1987) 84. 9233-9237 ) . $ 
"oizitij y i Am(DM±M (Horiguchi, H. etal., Lymphokine 
Cytokine Res. (1993) 12. 421-428 ) m(DmWHZ ^ Xi^ ^ 

ia!ia*<IL-8^^^-r4 C i fc^ btlTC^^ (Karakurum. M. etal. 
. J. Clin. Invest. (1994) 93. 1564-1570 ) o 
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tiSo Li)^L. ^J^Il^l3S^^IIif®llll^fIH]a^.1^^6Ts«fll^^ToT 

mikmm^n^^^ti^^ t (Manning. A. S. a 

nd Hearse. D. J.. J. MoI. Cell Cardiol. (1984) 16. 497-518) 

C i J: < ^ t>nTl<^-S (Opie. L. . Cardiovasc. Res. (1992) 26 
. 20-24 : Hearse. D. J. and Bolli. R. . Cardiovasc. Res. (199 

2) 26. 101-108) c ^(^^^ti^nLit-m^z^ii!^nwLmw^t^i.t 
mmisii(km^mi^. m^ti^imwim^^m (ptca) . hi>\.^i,t^mm 

-V/^X^Ti (CABG) ^lt<onm^mrkii<^RLX^K>. ^?E, *jfii 

^^-m^<^ ^<7.Wimm^(DW)m\Sl (Finn. a. et al.. J. Thorac 
. Cardiovasc. Surg. (1993) 105. 234-241 ) . 
OM^mm<DMll^^ (Oz. M. C. et al.. Circulation (1995) 92. 
suppl II 428-432 ) lClL-8*<^til $ tlTfc 0 . 

^^ iiM^fii^jcttiL-atjLi^^^s^t^citij:^). mm.i^m%ij<n 

U^tlfiZtij<^i,zn^^tlX^^i, (Sekido. N. etal.. Nature 
(1993) 365. 654-657). im ^ ffi gft ^ ^ ;U jc I ^ T 
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®0 (Ivey. C. L. et al.. J. Clin. Invest . (1995) 95. 2720- 
2728 : Kukielka. G. L et al. . J. Clin. Invest. (1995) 95. 89 
-103) . li-8'^^^t?>Ztizx^^ihmizr>\.yxii:FBMX'h'.tzo 

Lefer. A.M. et al.. Br. J. Phariacol. (1991) 103. 1153-1159 
) c ttz. mW^^i^OC5i (Ivey. C. L. et al.. J. Clin. Inves 
t. (1995) 95. 2720-2728 ). *stMia^ 3 h.;x>B 4 (Kato 
ri. M. et al.. Japan. J. Pharmacol. (1989) 50. 234-238) m(D 

lfil«^c(ilL-8^<«^Hi^n4'*^o^.ci*^^. 'H^^SSic^^t ^ ,l-8 

©Kl^^-S^f (Siminiak. T. et al.. Basic Res C 

ardiol. (1993) 88. 150-154) „ 6£ . T . 'L^Wi^mU t' ^ ^ t: 

*tifii/h«^*<ffli.^nT^/co ttz. m^mmmm^?u^. cABcn.- 

tfz. ^^~m^<>(^<xmmm&. ^>^^±^ff -p^tri^. .t^m^m 
'^^^^t!^nmmmw^zMt^^^tJif^mmh^:&LUK^„ 
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. !n:lL-8iit{4:(C J; 0 . © @ W :6< ilfijt $ n S C i ^ 1, tb L . *^ 

^^^»^/l:^^E?&s^J. ttzn^s^^sumMm 
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® ^ Illl S S s6 » $ igE JIPJ ^ S ^ f -5 o 

m 1 it. '^^^c^mmm^T'juzisif imm^(D cm m^m^^ 
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o 

T^ffl $ tlSialL-a^tl^i LT. # {c ni|L»^ * y d 

^tlTl.^S IL-8l/-fey rJ' -'vco^^^Rfili LTIL-80 •> ir^j[,^m. 

CO J: O nitrt(*«i: LT«. WS-4tt<* (Ko. Y. et al.. J. Immuno 
1. Methods (1992) 149. 227-235) ^DM/C7 tt{* (Mulligan. M. S 
. et al,. J. Immunol. (1993) 150. 5585-5595 ) . Pep-1 tft^^fc 

cto'Pep-a ini^ (mm^^tiimi^m^^m 92/04372 ) */i{i6G4. 

2.5 !a^*fc<l: 0'A5. 12.-14fiii^ (SR5#fF Hili^ii MS^WO 95/23865 
: Boylan. A.M. et al.. J. Clin. Invest. (1992) 89. 1257-1267 
) ^i)<^^lf i^tlio Ctl'i©-? ^ICJf * H.^$ti* <!: LTWS-4 

ncfc. WS-4$t(*:il^/N'f y 'j K- ^iBeiiat^Ji. Mouse hybridoma 
SCI Tg 1 #3 ^) JC, W-m ^4 ^ 17B {C. PERM BP-5507<!: LT 

2 . tit(*^^/N^ f V K--7 
y ^ D - :^;Hi^:^*^g^■r 5 ^n-C yj K- -7 ti, S*&<?{C{±'^ 
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ML-8{Io^,^T(i. Matsushiioa. K. et al.. J. Exp. Med. (1988) 
167. 1883-1893 . ^ 4^ IL-8JI o U T ttHarada. A. et al.. I 
nt. Inmunol. (1993) 5. 681-6901C. ^ 7 IL-8JC o l^ T (1 Ishikawa 
. J. et al.. Gene (1993) 131. 305-306 fC. t 7 I L-8{l o T 
<iSeow. H. F. et al.. Inmunol. Cell Biol. (1994) 72. 398-405 
ic. 1f;HL-8{iol^T{iVniinger. F. etal.. J. \muno\. (199 
5) 155. 3946-3954 ic. ^ji.^., ML-8{Coi.T{± Yoshinura. T. 
and Johnson. D. G. . J. Immunol ..(1993) 151. 6225-6236(w, 
^^IL-8lCol^T{lGoodman. R. B. et al.. Biochemistry (1992 
) 31. 10483-10490 izmyF^^tltz. ^ tli' tl<D ll-QigB'F / 7 i J 

•ti^>^^^•S^:^5C<!:*<«fe$tlT^,^^ (Leonard, E. J. etal.. 
Am. J. Respir. Cell. Mol. Biol. (1990) 2. 479-486) „ Ctl* 
•C={^> 79. 77. 72. 71. 70fc J: 0^690 7 ^ y K^gSfc;^;^ f 5 IL-8 

*<^^nTi.^6*<. *iieBjT'^ffl$ns$tiL-8$t<*i5(?icDfc>io$t 

g6^®IL-8^>.<^K^.^xft,0^^^«||2L. C©ISS!!IL-8^>.^- 
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PBS (Phosphate-Buffered Saline ) A^StK ^ Tii ^ » 

t> tL -S o 

^ie^s«Hjiai»^$ nsffe:^cDiKaBfla<h trom^n^o i j:. 
D - v^BSi LT(i. eE«ci:j5a]©a>!r ©iffiisa^. iaj;t{f. P3 (P3x6 

3Ag8. 653) (Kearney. J. F. et al., J. ImmnoL (1979) 123. 15 
48-1550 ) . P3x63Ag8U. 1 (Yelton. D. E. et al.. Current Topi 
cs in Microbiology and Immunology (1978) 81, 1-7 ) . NS-1 ( 
Kohler. G. andMilstein. C. . Eur. J. Immunol. (1976) 6, 51 1- 
519 ) . MPC-11 (Margulies. D. H. et al.. Cell (1976) 8. 405- 
415 ) . SP2/0 (Shulman. M. et al.. Nature (1978) 276. 269-2 
70) . FO (de St. Groth. S. F. and Scheidegger. D. . J. Immuno 
1. Methods (1980) 35, 1-21) . S194 (Trowbridge. I. S. . J. Ex 
P. Med. (1978) 148. 313-323 ) . R210 (Galfre. C. et al. . Nat 
ure (1979) 277. 131-133 ) II IC figffl $ tl S o 
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^ ^l/Xx^ > (Galfre. G. andMilstein. C 

. . Methods Enzymol. (1981) 73. 3-46) ^izmi:X'n r> ti!)<X' 

. ^ U U y -^U (PEC ) . -tyy^^^jiT. (HVJ ) m 
ifSnfRPMI1640^«?ft, MEM ^ftfg[, C O « cDffl flg Ig # 

Fcs ) mommmm'Srmmt^ z t i,x^ 

mm4'xji<m^L. =f}t. 37t:gj^{z3!jDaLfcPEG m^. 

, 5} ^a- 1000-6000 asoPEG ao-eox («y/v ) ® 

'll> LT±y&^|^i-r 4$|f^^|SI OiS-^C i {C J; r y K- VCD 

^^ys^ y.j K-v(i. HAT 
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-SffeJC. t h U >^<I$^in vitroT IL-8{CiSfp L. HSfP 'J >^<^^ 
h h*3fe®*^^St6^Wt5 ^ XD--7ifflflS, f5»lx.{i'U266<!:ij|^ 

i> 1-59878 #M) o ^ (C. t h tt^afeT© U/N'- h 'J 

IL-8!fi:{*^^^Bg^5^^i L. cn^^5E^b$ti-/r«fll!S«:ffll^TIL-8 
{C^tfS h LTtj J:l> (SIS^I*Fm«gil^l5fl#^W0 92/ 

03918 . WO 93/12227 . WO 94/02602 . WO 94/25585 . WO 96/3373 
5 fc<tJ>'WO 98/34096 o 

LT?i'2>:5[^, * 5 U 7' 'J K- C n<i:;a^tt*<* -2)iii?L 

3. m^;lMJn:(* 

^» 5 C t A<T i -5 im^ii. Borrebaeck. C. A. K. and Larrick. 
J. W. . THERAPEUTIC MONOCLONAL ANTIBODIES. Published in the U 
nited Kingdom by MACMILLAN PUBLISHERS LTD, 1990 #M) o 

1 0 
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m\i. ii^o:^^. 0iJ;i{i\ rr- >Sig^.S (Chirgwin, J. M 
. et al.. Biochemistry (1979) 18. 5294-5299 ) , ACPC?£ (Choo 
czynslii. P. and Sacchi. N. . Anal. Biochei. (1987) 162. 156-1 
59) ^(cJiO^RNA <£r^SllL. bRNA Purification Kit (Pharmaci 
a ) m'^^m LT^RNA *>'^.DiRNA^fl|S!!1--2>o QuickPrep bR 

NA Purification Kit (Piiarmacia ) ^- ffl -5 C i <C J; 0 mRNA^ it 

6o cDNA©^^H, AMY Reverse Transcriptase First-strand cDN 
A Synthesis Kit i^it^nm) ^*ffll^T^f^C«bfcT'^So t 
fz. cDNA®^fi5tfcic;fit|S^-ff ^ {c(d:5' -Ampli FINDER RACE Kit 
(Clontech) ^^V^rfi ^} ^ V --e^m^fb (polymerase chain rea 
ction ; PCR ) ^ffl l>y;5' -RACE ^ (Frohman. M. A. et al.. Pro 
c. Natl. Acad. Sci. U. S. A. (1988) 85. 8998-9002 ; Belyavsit 
y,A. et al.. Nucleic Acids Res. (1989) 17. 2919-2932) ^^ffl 
f - S C i ^< T ^ 5 o 

jfbti/cPCR mmt^>^^6^ftiwk ^rK-^ffisau. ^-w 

-n^^g©tn:(4^^S^^ (C ^I«) - Kt-^DNA iiiifeL. 
5DNA Jfi;{it^C ^li^CDNA ^g!E (C # t.^^^ ^ - *I <^ i\ ^ t 

1 1 
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i7it^ikB^(D^mit. ttft:®£« (H tfctiMi^ (L m) ^ 

A ^^-©^si-c^' ^-^c*a;?.ii^T', ?&iilii!S^JBgtefe$ itr 

fcJ:!'^ (@fiR4^fFttHiS'ij|5g§^WO 94/1 1523 #M) o 

imeric) ^i^^ h hM^k (Humanized ) ^(^^ffifflT^-So C tl 

m^o- K^SDNA hSLi*:C K^SDNA iiilSL. 

^%^tli> (©[W^^S^tii^i^BflS-tEP 125023 . S 1^ # fF tiJ T.^ 
S^WO 96/02576 #M) o C CD Sit ^ :^ ^ ffl I. ^ T . *^Bfll::^ffl 
+ > V tit**: ^ © ^ C ;5<T' ^ 5 o 

-SASilKi. # Escherichia coli DH5a (HEF-chWS4L-g/c ) id ^ 
CfBscherichia coli JM109 (HEF-chWS4H-g r 1 ) iLT. X^B^ffr 
U^^T-^Jim^mm^Fh (^ilfimo < {frtiKl T@l #3 -t) 
. ¥Rft6 ^7 ^ 12B {C. §>t? PERM BP-4739fc J; O' PERM BP-4740<i: L 

TyiJ^'^^x v^m^zm-rs^mmmt^^fix^^io 
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t KM^b!it^4:{i. nm^SL (reshaped) t h^i^thW^tl. t h 
arity determining region: CDR ) ^ t Mai*0*atStt^^®«-s 

s (^m^ffiam^^mw^E? 125023 . mv^.w^mm(^mwF^w 9 

6/02576 #M) o 

^i^^izit^ H"i7x!n:(*©CDR t t b tHi^cD y ly - r? _ ^ ^^^^ 
(framework region : FR) ^^^f 5 J: 9 tc gftft L DNA lE^iJ^. 

Klc^fiJLT^^L. PCR S(IJ;0-*{cgE^L^.DNA (C ^ 

*C (^fli#i^tiJ^i>B3#^EP 239400 . 

^tti^iiMS^WO 96/02576 #M) c 

CDR ^-^f^LTii^S^tlS t hJn:«:OFR{±. CDR ^ if fi: tS: HIS ^ 

«FR©T WK^S^LT^.J:i,. (Sato. K. et al.. Cancer Res. 
(1993) 53. 851-856 ) o 

+ ^ ytfiWfli^V^lzt hmitt^iWtzii^ @ft^lcJ:.Tt hiKi^c 
^m<^m^ti. m^lt. Cr l. Cr2. Cr3. Cr4^^ffl 

^'Jcpscp ^-igGi® h >:.®^cDT i y^K^ijcppcp ic^^-rs^ic 

IgG4®«iifi^^^^tt^^^^^^ CAngal. S. et al.. Mo 
1.- laimunol. (1993) 30. 105-108) o 
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hmit^is-mwi)<mtf ihtii im^^^tiim'2:m^^m 96/02575 

OFRl-3 fciC/h bUi^m CDFR4 iilML. taSlg^yStt^^t-T 
5 ct -5 tCFROT ^ y m^^'Sr-mm^L tz h(DX'$>io 

-5 # >5r Escherichia coll DH5a (HBF-RVLa-g/c ) fci 

O^Escherichia coli JM109 (HEF-RVHg-gr 1 ) <!: LT. HM^^f^ 

^^n^xmm'i^m^wr < ti'mmi tsi #3 ^) 

W-JS.G ^7 n 12B IC, FERM BP-4738fc J: FERM BP-4741 i LT 

»f/t i LT(i. Fab . F(ab' )2 , Fv* /;{iH |§ t L mOFv^ji^ni 
U -T'i^*S$ -ti-Zc >r;U^ X >Fv (scFv) *<^{f titl-So 

=F^mmL. cn^^^-;:? ^ -{c#A L/c^. ^ S ^j: it i^BST- 
^^^■^i> (^Jx.{±\ Co. M. S. et al.. J. Immunol. (1994) 152 
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. 2968-2976 ; Better. M. and Horwitz. A. H. . Methods Enzyiaol 
. (1989) 178. 476-496 ; Piuckthun. A. and Skerra. A.. Method 
s Enzymol. (1989) 178. 497-515 : Lamoyi. E. . Methods Enzyo,ol 
. (1986) 121. 652-663 ; Rousseaux. J. et al.. Methods Bnzyio 
1. (1986) 121. 663-669 : Bird. R. E. and Walker. B. ff. . Tren 
ds Biotechnol. (1991) 9, 132-I37#Ji) „ 

»*L<{i. '^7'^K.;>;^-:&^LT^*t$n^ (Huston. J. S 
. et al.. Proc. Natl. Acad. Sci. U.S.A. (1988) 85. 5879-5883 

^7-^ KU yij-tLTli. ^«J^{^T WS12-19 

scFv^3- 5DNA {i. mm^i^CDH ilkttzii. H 
^- K^SDNA , fcJ:0'L mttzii. L «V - Kt" ^ DNA 

^DNA SP^^. ^^i^ilg^^a^t- ^,7-5^v-**^fflC.TPCR 

ttz. -ascFv^^- K-r^DNA *<f^sa$nn{i\ -en^^^w 
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H>7:/n.i7^;UXHijiWyD^-^-/'i>,x>-t^_ (hu^an cyto 
megalovirus immediate early promoter/enhancer ) ^^ifSCi 
*<T^ So 

t -^cDflfejl^^B^Tfi^ffl^nSJaft^^tz^^fflT^ Sy o t 
7xy'i7>fyux, •>i7>':7.f;UX40(SV40)^(7)'>^;UX 
a (HBFla) '^i i' © Bi^L^SiBBBS 4 * 0 y d -t - - / x > > _ 

lllgan, R. C. ^(D-Jj^ (Nature (1979) 277. 108-114) . ^fz^ 
HEFlay^^-^?-/i>.^>^^-_;^^^^^ig^^ Mi2ushinia. S 
^<^-)jm (Nucleic Acids Res. (1990) 18. 5322) {Cttt^Ji'^^fc 
^ife-rs C tii<T'^ So 
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&mzfzi^-:^-^^{f^-ti!)<l:-^i>, UcizT u ^ - ^ - 
^^ffl-r^ii^. Ward. B. S. i^(D:f3ii (Nature (1989) 341. 544 
-546 ; FASEB J. (1992) 6. 2422-2427 ) , ^/caraB, fa^- 
^ -^^m-t i>m^. Better. M. (Science (1988) 240. 

1041-1043 ) iZ-^^iiXK^o 

fcg -tt-Slg^. yi- (Lei. S. P. et al.. J. Ba 

cteriol. (1987) 169. 4379-4383) ^t^ffl ^njf J: ^<^o < v X 

(refold) mm-ti> m^ii. m^i^^iiim<^r^m^m 96/30394 

#K) o 

mm&mt lxu. sv 40 . ^--r^^p ^ jvx. tx y -t? ^ ;u 

X. -^7 e P - ^ (BPV ) ^£D**0 tO^ffll^S C <!: 

^<x^^ ^i^fflta^Tita^ 3 f-8j[ii«g©/c46. 

•fe (APH ) iAB^f. -yiy^i--^- (TK) ilfeT. ^^g + -9-> 

^>rT^>.-hX;f. >j;f:x;l.h7>X-7x^--t' (Ecogpt) itfe^^ 
. t KD||Kil7C»^ (dhfr) m&'fm'^^t::. ti!)<X^ 

i>Z.tt<X'^. in:(*S!iig(D/cJ60^^J^{i, in vitrofcJiC^in viv 

in vitroom^mtLxii. M^m^^^^t i, m^^.^m^m 
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CHO . COS . i BHK (baby hamster kidney ) . HeLa. 

Vero, (2) m±mmi&. m^ii. Ty^}iyy/ijJ^JU9pnmm. 

(3) g^fflflS, sf9 , sf2K Tn5 i)<ni^tlT\.^ 

6o ffi^^fflSai LT(i. m^li. z.^v-^T± (Nicotiana ) 
UL < kt^ —zj 7- ^ T -f- 9 '<f] U (Nicotiana tabacum ) S jfe© 

TJl. ( 1 ) gE^, "J i) XI I ^ 7. (Saccharomyces ) jg 

. f^L<(i, -J t) u \ ■\z ^■>z \y \£ =j X. (Saccharomyces cerevisi 
ae) . (2) ^x.{±\ T7;^;i/4^;i/X (Aspergil 

ius ) S^L<(i. TX-iyU^^yi/X ^/7- (Aspergillus nige 
r ) •h^'m ^> tlT l> S o 

aflllStLTti, :*:ISffi (Escherichia coli) . ttmS;6<5ai t> tiT ^,^ 

So 

V J^Kte^^n^^fflSa^in vitroT'^«-r -5 C ilCcfc 0 titi*d<{i.i 

afSiLT. DHEM. MEM. RPMI1640. I MDMI? ^ ^ ffl f ^> C t ;&< T § 
^ ^^B^Elfiim (FCS ) ^OlflirStijK C i tjT' § 5o t/l 

^ in:<*jtiKi=^^^AL /■ciffl)}a^-«f^®Jg)KII'\i^te-r -5 ^ i J: ^} 
s in vivo (CTtit(*^-^^ LT J: 

M^iSin vivo OM^^tLTti. S**^ ^ ffl ^ ^il^ii 

^Z.ti)^-Q^i> (Glaser. V.. SPECTRUM Biotechnology Appl icat i 
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ons, 1993 ) o ttz. S^iLT(i. :^ >f =3 ^ ffl -5 C i T ^ 5 

o 

^^^^ n ?>mm<Dtiii^ ^^v^rim'^mim^ it itz 16 iz^ 

h 5 >X -y ^ i'^^jc^ffi LTfc^ l>o (Eber 

t. K. M. et al.. Bio/Technology (1994) 12. 699-702 ) » 

n'^7^;U7L^;^^'a(Cj|S^$ti:, C®/7-r =J O J: 0 R/r M O iS: 
^IfS (Maeda. S. et ai.. Nature (1985) 315. 592-594) o $ 
tc. ^ ^<=3 ^ffl ^ii^, B&^®tiii*iSi£T-^M'^^^ffl^ ^ - 

(Agrobacterium tumefaciens ) cdJ:-^/a/< 

:^ 9^<ijA (Nicotiana tabacum ) iz^9k^-^. ^rJ'^s'rKJDHJ: 

(Ma. J. K. et al.. Eur. J. Immunol. (1994 

) 24. 131-138 ) o 
±^OJ:9{Cin vitro* /::(4 in vivo (Dm.^%\ZXtiiWS:m^t 

i>m^. iKt^K mttnti vt6dnk iz^m^^ ^ 
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iSj^ai m^zi- K-rSDNA 

^^^mni&^^itx m^^ffta^'s^mm^^o 94/11523 

0 7'nx'r>A ^7A^ffli,»/c;^7-5A<i:LT. Hyper D . 
POROS . Sepharose F. F. (Pharmacia ) ^i)<mif ti ^ ^©ftfe. 

^ WSH-r S C <!:z5<T'^ ^ (Antibodies : A Laboratory Manual. Bd 
Harlow and David Lane. Cold Spring Harbor Laboratory. 1988 
) o 77>fj^7^^-^nvf>r57>f-J£l^©^nvHr57>f- 

1 LT(i, f?IJ;t{i\ ^ >5^gi^ u V h / ^ 7 ^ - . i$7k^ D V h 
^^7 7^-. y';Ui«i|^;5<^(f (Strategies for Protein P 
urification and Characterization: A Laboratory Course Manual 
. Ed Daniel R. Marshak et a!.. Cold Spring Harbor Laboratory 

Press. 1996) o 

KSt^^fe (enzyme-linked immunosorbent assay : ELISA ) I? (c 
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1 «ng/ml ^1.4 ODi LT»tflt-6o tfz. ELISA iZ^i,m^iiiHT 

®j:9icffl^-r5ci*<T'^4, t-nc^t,. Q.immwtmmm (ph 

9.6 ) Tl ug/mllZ^^Ltz^^in.t MgG tfiWlQO ul ^gS^tT* 
L^- h (Nunc) IzUa^. 4^T'-%^>+a'^-->3>L. tjt(*^ 

as® t h igGioo// 1 ^^jta L. ^^{CT 1 i^F^-r - -> g 

thlgCtt^itclOO /il ^MtirmPa^'f^ + iAi-f.-^^ 

o ^i^Sfe. SS^jK^in;^.^>+:i^-^3>(7)^. MICROPLATB R 
EADER Model 3550 (Bio-Rad ) ^ffl^,^T405nIn "ecDIR^jt^SiJ^ L 

*l&BJT'^ffl$n5tn:i*cDttllM^rgtt (Antibodies: A Labora 
lory Manual. Ed Harlow and David Lane. Cold Spring Harbor La 
boratory. 1988) , ') ^' > K U-b ^ - ^^pfl 1=^14 (Harada. A. 
et al.. Int. Immunol. (1993) 5. 681 -690) (D&l^iz U^^^O)^ 

$n^StIL-8tn:ft:©ta:li*g^gtt^$i|^-r'S^^(i: 
LT. ELISA . EIA (^Jf^^ggiJ^S) , ria CtkMf^mm^ii) 

*.^l.Wi^*tn:(*z£^ffll>5C<!:*<-C^^o 0^Jx.{i\ ELISA ^fflv^ 
^m-^. IL-8{C5tf ^ ^ n-:hvUit^;^@;fg^tL^-96;^y ^_ 

MclL-S^-^JnL. e^^l-^Tefi^jcDliLlL-Siitft^^trSt^^. ^;L{±\ 
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Cell BLISA^O^^. IL-8Hry^-^ie^^4il«fjffl 

"'l^T«SIL;^cIL-8^)^ftjL. ^ U - h ^ -f > + ^ ^ - «> ^ 
^»J^<i\ «Bfia±OIL-8l/-tr7'^-(^Jt^-5 lL-8®ig^PI^T -y -t 

^'ii^^m^(DiL-8tmsSiii-s<Dm^mmt. mmmmtfzifiii-Qtn. 
ttz. :^m^^x^m^tii>in.ii-8t^^(D^t^nm& (y^-i? + -> 

X : chemotaxis) i^^tl" ^ Pl^tl^iij^-r ^ i t T . d^mcDM 
^^•^nTl^a:^^. iRJ^Ii\ Crob. P.M. ihO^jii CJ. Biol. C 
hem. (1990) 265. 831 1-8316) ^ffl l» 5 C <h § -5, „ 
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m^ii. rpmi i64o . dmbm. mbu . mu^r-^ 

10. fi:4;^^:teck O'Sil^J 
1000mgO*SaTig{i'n^,o *5tW±. B#*/cO 5-2000mg/body O 

^ *r f s ?fe 1^ ( i c ti b o » ^ ft ( c $)j IS $ n CD T- {i /j: I, ^ o 
iiRnmmmmi<±i:xt^i^^^iT i.j:\,^L. -i^a^tc 

L^c*<oTS;!^J{t;^S C <i:*<T^ (Remington's Pharmaceutical S 
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cience, latest edition. Mark Publishing Company, Easton. 9^ 

f D 'J K > . :^ ;l/ ;K + •> t'^ ;u .f. U v - , ;^ ;U ;K + •> > /U o 

s 7 5 h' T A . /7 -tf ^ > , 5^ , 'i? 'J ^ b > r U 3 - ;u , 

'J -tr -t y o f u > r >; n - 7 -k 7 

(HSA ) . v;ut' h-;u. 5 ^ h-X. SH^Saim 

nn. iKSE^±^J. «Rl^(i\ Tween 80, Tween 20, -tf 5 ^ > . h h 
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--t' (CK) ^-5 7^ - h X h Kpy:h--{f (LDH ) it)<MmL. 
- V g) ft Si! 

t ML-8^-?^^(cj;0BALB/cv^X{cfeSL. ^ ;&< fig L v 

«fc «9 zcommm^^ -5 :^#ssiai!ffliiSP3X63Ag8. &5itm-^ ^ it. 

Pfi*L4^la/£tt^WLTO/Co (Ko. Y. et al.. J. Immunol. Met 
hods (1992) 149, 227-235 ) o 

y .J K- vWS-4*<^^f ^fit^^CDH l^fcJlO'L m<DT^ 
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o 

^i^. ^-^y^) h'-^mmm^-m. Mouse hybridoma WS-4i L 

1 #3 ^) {C. 5p^8 ^4 ^17B{C. PERM BP-5507 i L T r ^ 7. 
h ^ *^ I c £ -r>- ^ @ ggl ^ fE $ tl ^: o 

b \^Mit^s-Atfii^^m^.^ntiim(^^^^m 96-02576 iciaigo 

A ^IS&!L. cnj: 0-*i^cDNA^^fijtL;^Co PCR S ic J; . v 
XWS-45ti*©H ^^-^O^tcL ii®V K^SDNA L 

PCR ^{C^ffl L/iy^^ Jones. S. T. and Bendig. M 

. M.. Bio/Technology. (1991) 9. 88-89IC Ktt $ nx -5, 7" ^ < v 
-^ffll->/c„ PCR i4Tlg*@LA:DNA Br>^-^«fS!L. xWS-4ta(4: 
L h't ^AmiF^^VUM Wf ^i" *J J: O' ^ -i; Z WS-4fit 

i^H laV ^IJ^;$:zi- K 5 iS T ^ 1; DNA »f ^ ^ L o cn 
•^-CDDNA »fK-^r§^7-5X^ KpUC ^^'D-->i?''^i?^-(-j§^ 

ifii^coi miBjiZj^ti mcDv mi$i=^=^- k^scdna^. ^i6t hc m 

- K-r ^.DNA ^iil$LT*5HBF < ^ ~ IZ ^ tl^' tim IZ^ 
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tzo MWuijLmm'^u&.=^m^^iti>tzi6. cdr ^^aiL/rtti*© 

o /Co 

tSDNA ^HEF -C^ ^-(CgiJ^ {c#AL, t h M'(l:WS-4!Jti* ® L |§ 

fnfife^. g-^ELisA *3j:t>'iL-8/ ^t^■^H^^^mmum^zTm^fzo 

i<D^m. t hM^tWS-4ta^*(i. V';7XWS-4i;t{*iIilSJtJ^, bh 

IL-8{C^^ LTlL-8®$f - i;{,<4J|jBJ L /Co 

Escherichia coli DH5a ( HEF-RVLa-g /c ) J: 
C>'Escherlchia coli JM109 ( HBF-RVHg-g r 1 ) tLX. xmmWi^ 

^^Ji^xmi^mm^m c^ttno < {^rtr^i t@i §3 ^) iz^ 

W-m ^7 ^ #^FERM BP-4738fcct c;FERM BP-4741<!: LT 

-^-•:;-5> KSfeS-t^-y-^ (1 efn=3 . ^) yy ^ -ji 
(^1- iS:^fi25-30ing/kg^M) ^i^^flBflt J: 0 S-^ L T 

2 7 



wo 97/40215 



PCT/JP97/01405 



t^l^. Jla*SE^55-E^: 130-140inmHg (C -5 J6 . ^^izm^^iS 

ttOiiJ^oy;:i6. ;*:i8i{H^MJ:^-s-->J > ( •> i X) Jgto IC J: (9 0. Sm 
>f-i-r (tt- + si2e6 ) S0^5j[ii**p;t/cS!iMi'U>> {±v 

ISS^24^^*N^,1 »PB^*N{tT. SSSmg/ml : Na-Na U >S? 

^«?^PH6.0 ) ©h ML-SlCJt-r^V';; xWS-4taf* (&4*5ing/kg 

ft^fi. iini/kg<*fi) . ^ z^^ami^i^mt Lxmm dmi/kgi^®) 
a<t L/co 5 m'i\nmmLti^^ o.smi ^^/s- u >^j$Rc/ioniiiaifa 

fcJl]l?£ttaocK«14SC;LDH ffl>J^+.y h ^;i.CK [NAC- 

8103 : h D LDH [NAC-228] : SIGMA DIAGNOSTICS ) ^ffl(-^T 
ffi'JS L /Co 

llll*CK?£tt(7)^B#fitj^^[:^^ 1 ^ 1 1-^ ^^.^ LDH 
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nmm 2 . 

mum) lOml^&ALXHSLi^^m^L. m^^T^ £lHl;teft{c®gL 
TfcH> ^Iftl (z ffl ^- C>'^3fe L ;^S)J3« J; ^) i£ fftt icii^x .<> 

u A ^ D V -r K ( r ^ . TTc ) ?§fg 4- -e 10^ rai ^ > 4- ^ - h 
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m ^ <D m m 

*ii 1 . 3 *5 IM4 4 lcietgo?fejSfj|rj„ 

9 . ttIL-8!n:<*A<i«?L3a©IL-8{C*f-^6^(*T*-S C <!: 

10. StIL-8ia(*7i< t h lL-8{wJtf^^tjt«:-e*-5 ^ i ^#^tfc<i: -r ^ 
1 . 3 * S 4 {zlSigcDT^Ig^Jo 

11. UtlL-8iaf**<WS-4$T:«:T*5 C i^'^liiif -5>^*31 I . 3 

12. }n:iL-8!n:f;^A< t h S! ^ {4 + y 5 ^ tJii* T * S d <h 
^#m«i:^^^5^Il 1 . 3 *S IM4 4 {CieilCDy&ig^Jo 

13. tn[IL-8{it{*;&< h K SitWS-4$t^*:T ^> -5 C i i ^ ^ ^3}^ 
^1. 3 *>^IM4 4 {C|e«cD?&g?^j„ 
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